. In vitro ubiquitination of CHIP mutants.
In vitro ubiquitylation assays were performed in the presence of 0.1 µM purified rabbit E1 (BioMol), 2 µM UbcH5a, 3 µM CHIP or CHIP mutants, 50 µM ubiquitin (Sigma), 1 mM DTT, 2 mM MgCl 2 , and 4 mM ATP. Reactions were carried out at 37ºC, and samples were analyzed by SDS-PAGE and immunoblotting using appropriate antibodies. HEK293 cells were transfected with siRNA targeting BAG3 before plasmid co-transfection to express both cBSA-GFP and CHIP mutants. After 48 h of transfection, immunostaining was performed using anti-BAG3 antibody. Nuclei were counterstained with Hoechst. Bar: 10 µm.
